Background: Host-range restricted poxviruses make promising vaccine vectors due to their safety profile and immunogenicity. An understanding of the host innate immune responses produced by different poxvirus vectors would aid in the assessment, selection and rational design of improved vaccines for human and veterinary applications. Novel avipoxviruses are being assessed to determine if they are different from other poxvirus vectors. Analysis of the transcriptome induced in a mouse model would aid in determining if there were significant differences between different poxvirus vectors which may reflect different adjuvant potential as well as establish if they should be further evaluated as vaccine vectors.
Background
Although a number of different poxvirus-based vaccine vectors are available [1] [2] [3] [4] [5] [6] [7] , there is still a need for additional vaccine vectors as well as improvement of the vectors. The unique response elicited by the host to different vectors means that vectors can be selected or engineered according to a desired host response. Host-range restricted poxviruses have been shown to successfully activate the host immune system [8, 9] and evidence exists that each virus does this in a different way, with an accompanying different pattern of transcript abundance [10] [11] [12] [13] [14] [15] . The poxviruses ALVAC (based on canarypox virus), modified vaccinia Ankara (MVA) and NYVAC (both based on vaccinia virus (VACV) and have specific deletions) produce distinct innate immune profiles, characterised by different induction of pro-inflammatory and antiviral cytokines and chemokines in both rhesus monkeys and human PBMC [16] .
It has been shown that in non-permissive cells, Fowlpox virus (FWPV) proceeds further into the poxvirus life cycle than Canarypox virus (CNPV) [17] . Heterologous HIV gag/pol and env genes are more efficiently expressed by FWPV than CNPV in vitro due to longer transgene expression [18] . However, the only successful HIV-1 vaccine clinical trial to date (31.2 % protection from HIV-1 infection) has been the Thai RV144 trial involving priming with ALVAC expressing HIV-1 gp120/Gag-Pro and boosting with a recombinant glycoprotein 120 subunit, AIDSVAX [7] . Head to head comparisons of poxvirusvectored vaccines would help to establish the differences between the different vaccine vectors and the vaccineinduced response to achieve protection against pathogens and cancers.
Innate immunity is critical for directing the adaptive immune response to antigen and influences the magnitude and quality of the long-lived, protective immune responses to pathogens or vaccines [19] . Application of the systems biology approach to vaccine development ("systems vaccinology") and establishment of innate immune signatures has proven useful in predicting the immunogenicity of the highly effective yellow fever vaccine (YF-17D) [20] , seasonal influenza vaccines [21] and the immunogenic but inefficacious Merck Adenovirus type 5 (Ad5) based HIV vaccine [22] . A better understanding of the mechanisms underlying the optimal innate immune responses would aid rational vaccine development.
Type 1 interferons (IFNα/β) are expressed rapidly in response to viral infection, and, in turn activate many interferon stimulated genes (ISGs) which exert various antiviral effector functions. A fine balance of IFN is required for successful vaccination using a live virus vector. The vector should induce enough type I IFNs to activate the immune system, yet not enough to inhibit viral DNA replication and gene expression before antigen presentation can occur [23] . This is corroborated by Johnson et al. (2012) , who compared recombinant (r) Ad types 5, 28 and 35. Specific IFN-α induction by rAd28 and rAd35 significantly lowered the immunogenicity of these vectors compared to rAd5 which did not induce IFN-α expression [24] . The effect of type 1 IFN responses on different vaccines requires delineation of innate immune signatures and how they determine subsequent adaptive responses.
Microarray analyses performed in vitro have been used to investigate the effects of VACV ( [12] , MVA [11] and NYVAC [13] infection on HeLa cell gene expression. Gene expression profiles in human monocyte derived dendritic cells (MDDCs) have also been generated with MVA, NYVAC [14] and ALVAC [15] . Furthermore, a comparison of the closely related VACV-derived vectors NYVAC and MVA revealed significant differences in antigen production and host gene dysregulation in cell culture [25] . Consequently we hypothesized that genetically diverse poxvirus strains would induce significant differences in host gene expression. The interaction of poxviruses with the host is not just dependent on the actual cell infected by the virus but also on the factors secreted by those infected cells and their effects on the surrounding cells. Although in vitro expression studies have provided useful information, gene expression profiles performed in cell culture may not accurately reflect the changes in the system that occurs as a result of infection in vivo. A recent study in Rhesus Macaques showed that ALVAC induced distinct cytokine and chemokine levels compared to the vaccinia virus-based vectors MVA and NYVAC and that multiple subsets of peripheral blood mononuclear cells (PBMC) are likely to contribute to the overall response to different poxviruses [16] .
In this study we compared the effects of the capripoxvirus, lumpy skin disease virus (LSDV), the orthopoxvirus, MVA, and the avipoxviruses, CNPV, FWPV, a novel pigeonpox virus (FeP2) [26, 27] and a novel penguinpox virus (PEPV) [27] [28] [29] on host gene expression profiles in the spleens of BALB/c mice. None of these viruses complete their replication cycle in mice.
Results

Comparison of the host responses to different poxviruses
We compared the differential host gene expression induced by six host-restricted poxviruses, MVA, LSDV, FWPV, CNPV, FeP2 and PEPV, in the spleens of BALB/c mice 24 h post infection. Transcripts with an adjusted pvalue < 0.05 were described as up-regulated if they had a log 2 fold change (FC) of ≥1, or down-regulated if they had a log 2 FC of ≤ −1. A summary of the number of up and down-regulated genes is given in Table 1 . Full gene lists are given in supplementary data (Additional file 1). Quantitative RT-PCR showed all three housekeeping genes (GAPDH, HPRT and CD51) to be expressed at similar levels to those of the PBS control for all samples. Both IRF7 and Zbp1 were upregulated by all poxviruses tested. IGFbp3 was shown to be downregulated by all viruses. Overall the quantitative RT-PCR was more sensitive than the microarray, but the trend observed in upand down-regulation of host gene expression was similar for qRT-PCR and microarray analysis.
Unsupervised hierarchical clustering based on the genes with p-value < 0.05 and log 2 FC above or below cutoff (>1, <−1) showed that each virus induced a unique overall response ( Fig. 1 ). Venn diagrams highlight the number of differences and similarities in the up-and down-regulated genes between the viruses (Fig. 2) . Fig. 2 a and b show the differences in transcripts up (A) and (B) down-regulated respectively between FWPV, CNPV, MVA and LSDV. The Venn diagrams comparing FWPV, CNPV, MVA and LSDV indicate that the majority of up-regulated genes are shared amongst these 4 viruses (Fig. 2 ). The downregulated genes however, appear largely unique, especially for LSDV and MVA ( Fig. 2 ). FWPV and CNPV down regulate a smaller number of genes in comparison to LSDV and MVA. Comparison of avipoxvirus-induced upand down-regulated genes shows that FeP2 and PEPV induce significantly less change in host transcript abundance than FWPV and CNPV ( Fig. 2 ). FeP2 induced the lowest response ( Fig. 2 , Table 1 ). For all six viruses, more genes were up-regulated than down-regulated (Table 1) .
Histone transcripts
Previous studies have found that increased detection of histone genes by poxvirus infection is described as an experimental artefact due to the de novo polyadenylation of transcripts by the viral poly-A polymerase [30, 31] . Several histone transcripts (39 in total) were down-regulated in response to virus infection and, because any interpretation of these transcripts would be speculative, these have been excluded from further analysis.
Immunity and host defence response-related genes Up-regulated immune response genes
Selected up-regulated genes involved in the immune response are listed in Table 2 . (Full list of up-regulated genes is given in Additional file 1). Seventeen of these genes are uniquely up-regulated by LSDV. RIG-I (Ddx58) senses viral nucleic acid [32] , Cebpb is important for macrophage function [33] and control of inflammatory responses [34] , Tap1 and Tap2 genes are involved in antigen presentation to MHC class 1 molecules [35] , Ifitm3 and Ifi203 are interferon responsive genes (ISG), c-Myc and Mif are transcription factors and Adar is an RNA editing enzyme. There are eight genes induced by CNPV, FWPV and MVA, which were not up-regulated in LSDV-infected mice. Two of these include the cytidine deaminase, Apobec1, which can edit viral nucleic acid and can thereby limit viral replication [36] , and Caspase 1 (Casp1), which is associated with pyroptosis (Table 2) .
Twenty six genes involved in the host immune/defence response were up-regulated only in avipoxvirus-infected mouse spleens ( Table 2 ). The only avipoxvirus-specific gene that was up-regulated by all four avipoxviruses was the macrophage receptor with collagenous structure (Marco) gene which has been shown to suppress early inflammatory responses to virus infection [37] . There were, however, 9 additional genes which were up-regulated by both CNPV and FWPV that were not induced by the other viruses. These included the chemokine Ccl6 which promotes immune cell activation and recruitment [38] and the immunoglobulin heavy chain genes, Ighg (IgG) and Ighg3 (IgG3) ( Table 2 ). Amongst these 26 avipoxvirusspecific genes, 14 were exclusively up-regulated by FWPV. The Nod-like receptor, NLR, Nod1, which has been shown to be augmented in response to virus-induced production of type I IFNs [39] was exclusively up-regulated by FWPV. Four genes were uniquely up-regulated in CNPV-infected mice including the immunoglobulin heavy chain gene, Ighm (IgM), lymphocyte antigen 96 (Ly96), proteasome maturation protein (Pomp) and Cathepsin L (Ctsl) ( Table 2) . PePV and FeP2 induced very little immune activation according to this microarray analysis.
Four genes were up-regulated by LSDV and MVA that were not induced by the avipoxviruses in mice (Table 2) , namely the Moloney Leukemia Virus 10 (Mov10) gene, hematopoietic SH2 domain containing protein (Hsh2d), poly (ADP-ribose) polymerase family, member 11 (Parp11) and schlafen 8 (Slfn8). No genes were uniquely upregulated in response to MVA infection ( Table 2) .
Down-regulated immune related genes
Selected down-regulated genes involved in the immune response are listed in Table 3 . Full lists of down-regulated genes in response to each virus are given in Additional file 1. MVA and LSDV induced the down regulation of several genes that were not affected in avipoxvirus-infected spleens. These included three forms of the chemokine CCL21 (Ccl21a, Ccl21b, Ccl21c) which are potent chemoattractants for lymphocytes and dendritic cells [40] ( Table 3 ). Furthermore, MVA and LSDV down regulate the high affinity IgM and IgA F C receptor Fcamr. Fcamr is the receptor for the F C fragment of immunoglobulins IgA and IgM [41] . Interestingly, MVA, LSDV, FWPV and CNPV all down regulate the gene encoding the murine homolog for DC-specific ICAM-3-grabbing nonintegrin (DC SIGN) (Cd209a), and MVA and LSDV down regulate an additional DC SIGN homolog, CD209b (SIGNR1) ( Table 3 ). LSDV uniquely down regulates CD59a, which is the primary regulator of complement membrane attack in mouse [42] and CD7 which is expressed on T-and NK cells, and on cells in the early stages of T, B, and myeloid cell differentiation [43] . LSDV also uniquely down regulates the immunoglobulin kappa chain complex (IgK) amongst other immune related genes ( Table 3 ). TLR11 is downregulated by MVA alone ( Table 3) .
Type I interferon response
While many of the immunity related genes listed in Table 2 are regulated in some way by Type I Interferons, in order to characterise and compare the differences in the Type I IFN-regulated responses between MVA, LSDV, FWPV, CNPV, FeP2 and PEPV at 24 h, we analyzed a selection of genes known to be involved in the IFN response [44] [45] [46] (Fig. 3 ). This figure clearly shows that LSDV induces the greatest IFN response compared to the other viruses ( Fig. 3 ).
Caspases
MVA, FWPV and CNPV all up-regulated the protease caspase 1 (casp1) whereas LSDV did not ( Fig. 4) . MVA, FWPV, CNPV and LSDV significantly up-regulated caspase 4 (casp 4) (historically called caspase 11 in the mouse) ( Table 2 ). The SA avipoxviruses, FeP2 and PEPV did not affect gene regulation of any caspase genes.
B-and T-cell specific responses
The up-and down-regulated genes involved in B cell and T cell responses induced by the viruses in this study were compared ( Fig. 4 ). Fig. 4a highlights the regulated genes that are involved in the T cell response. FeP2 and PEPV regulated only one gene each involved in this response, Ctla2a and major histocompatibility (MHC) class I gene, H2-M2, respectively. The other four viruses differentially regulated several MHC class I genes amongst others ( Fig. 4a ). As highlighted in Table 2 , the avipoxviruses, CNPV and FWPV, exclusively up regulate immunoglobulin heavy chain genes, (Ighg (IgG) and Ighg3 (IgG3)) with CNPV inducing a third, Ighm (IgM) ( Fig. 4b ). LSDV down regulates the immunoglobulin kappa (IgK) chain complex ( Fig. 4b ). In addition to these, the poxviruses differentially regulate genes for F C receptors and complement ( Fig. 4b ). 
Comparison of early poxvirus-induced immune responses to innate molecular signatures of published candidate vaccine vectors
We compared the gene expression induced by each of the 6 poxviruses at 24 h to selected correlates of protection and molecular signatures from previously published studies ( Table 4 ). The induction of multiple PRRs has been shown to activate different immune pathways and thereby induce a more polyvalent immune response [47, 48] . We identified differential expression of several genes involved in pathogen recognition (Table 4 ). Several genes are common to the innate and adaptive immune responses induced by the poxviruses analysed here and other viral vectors analysed elsewhere ( Table 4 ).
Discussion
Novel avipoxviruses have been isolated in South Africa with the goal of identifying novel vaccine vectors [26, 27] . It is desirable to be able to select potential avipoxvirus vaccine vectors without going through the process of making recombinant viruses and testing immunogenicity in animal models.
In this study, we compared the gene expression profiles in mouse spleens 24 h after infection with six poxviruses from 3 different genera. All the viruses were grown in eggs and the same purification methodology used. There have been no comparisons of host responses to these six different poxviruses. One of the aims of this study was to determine if one could select novel poxvirus vaccine vectors based on the transcriptome analysis. It was hypothesized that if the Genes induced by LSDV alone
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Ccl21a in non-permissive cells. PEPV and FWPV have been demonstrated to infect mammalian cells [28] and progress to a late stage in morphogenesis [28, 49] whereas FeP2 [50] and CNPV have a block prior to DNA replication [51] . It is noted that infectivity studies have not been done in mouse spleens and that this may be different to published data on other mammalian cells. A further study is needed to determine if PEPV and FeP2 infect the same number of cells in the mouse spleen as the other viruses. Amongst the four avipoxviruses analysed here, the greatest difference in host responses was expected between CNPV and FWPV, as on a genomic level, these viruses are significantly divergent with amino acid identity between ORF homologues (55-74 %) being similar to that observed between different ChPV genera [52] . We did not expect to see such significant differences between the host responses induced by FeP2 and PEPV which share 94.4 % nucleotide identity with each other and 85.3 and 84.0 % nucleotide identity with FWPV respectively [27] . Since avipoxviruses are restricted to avian hosts, one would anticipate fewer differences between the mammalian host responses induced by them as it is highly likely that their proteins are not as functional in mammalian cells as those of MVA and LSDV. However we show that three relatively closely related avipoxviruses (FWPV, FeP2 and PEPV) induce significant differences in gene expression in the host. FWPV induced the strongest host response in mice whereas FeP2 infection resulted in remarkably little change in host gene expression. A vaccine vector with low host reactivity, such as observed with PEPV or FeP2, might have the advantage of being a good vector to include adjuvant genes to enhance immunogenicity. Further investigation is needed to determine if there would be a good immune response to foreign antigens expressed by these vectors.
Previous in vitro studies with VACV, MVA and NYVAC have shown more host genes to be down-regulated than up-regulated [11] [12] [13] [14] ; however, this was not the case in other poxviruses, including cowpox virus (CPXV) [53] , monkeypox virus (MPXV) [53] or ALVAC [15] . Unlike our study, done in a mouse model, all these studies were done in cell culture. We show that fewer genes are downregulated than up-regulated in response to in vivo infection at 24 h post infection (Table 1 ). For each poxvirus tested several of the dysregulated mouse genes are not yet annotated suggesting biological roles for unannotated genes and highlighting the importance of further functional analysis and annotation of the mouse genome. Contrary to in vitro studies, MVA caused more transcripts to be up-regulated than down-regulated in mouse spleens. MVA infection did, however, result in a greater number of down-regulated transcripts compared to LSDV, FWPV and CNPV.
MVA and LSDV induced the down-regulation of several genes that were not affected by the avipoxviruses tested including three forms of the chemokine CCL21 (Ccl21a, Ccl21b, Ccl21c) which are potent chemoattractants for lymphocytes and dendritic cells [40] (Table 3) . VACV A41L encodes a chemokine binding protein which binds and inhibits CCL21 [54] and deletion mutants lacking the A41L gene, induce stronger virus-specific CD8+ T-cell responses [54, 55] . LSDV does not have a homolog of the A41L gene; there must be other mechanisms that mammalian poxviruses have evolved to evade the effects of CCL21, which is clearly important for the host in clearing poxvirus infection. In selecting/designing a vaccine vector it would be desirable to use a virus which lacks A41L and does not down regulate CCL21 if a strong CD8+ T cell response is required.
Interestingly, MVA, LSDV, FWPV and CNPV all down-regulated the gene encoding the murine homolog for DC-specific ICAM-3-grabbing nonintegrin (DC SIGN) (Cd209a). Furthermore MVA, LSDV and FWPV down-regulated an additional DC SIGN homolog, CD209b (SIGNR1) ( Table 3) .
LSDV has a host-range restricted to ruminants and is currently being investigated as an HIV vaccine vector [3, 56] . LSDV caused the most significant response in mice compared to the other poxviruses, both in terms of the number of up-regulated genes and the magnitude and breadth of the type I Interferon response (Fig. 4) . LSDV clustered independently from the avipoxviruses and MVA. LSDV up-regulated genes are involved in the antigen processing and presentation pathway (H2-T24, Tap1 and Tap2). Furthermore, LSDV uniquely upregulated the gene encoding macrophage migration inhibitory factor (Mif ), which is important in both macrophage function and T-cell immunity [57] , and Ddx58, otherwise known as RIG-I (retinoic acid-inducible gene 1), which recognises viral RNA, activating downstream signalling pathways that facilitate type I IFN production [58] . The up-regulation of RIG-I may, in part, be responsible for the increased type I IFN response seen in LSDV-infected mice. Another one of the many genes uniquely up-regulated by LSDV was the transcription factor (Myc) that promotes growth, proliferation and apoptosis [59] . Myc has been shown to be up-regulated in response to infection with NYVAC and MVA in HeLa cells [13] . The absence of Myc up regulation in mouse spleens by MVA was unexpected. In a study done in Rhesus macaques rLSDV vector expressing an HIV polyprotein was immunogenic at a dose 1000-fold lower than that of rMVA. Both CD4+ and CD8+ responses were induced, rather than a predominance of CD4+ T cells observed typically for poxvirus vectors [3] .
Both LSDV and MVA up-regulated a cellular homolog of Moloney Leukemia Virus 10 (Mov10), which has been shown to inhibit retrovirus replication and infectivity [60] . It specifically interacts with the nucleocapsid domain of HIV Gag [60] , which may have implications for vaccine vectors encoding Gag proteins. Avipoxviruses may therefore be better vectors than MVA or LSDV for the expression of Gag.
CNPV and FWPV induce the up regulation of two immunoglobulin genes (Ighg and Ighg3 (IgG3)) with CNPV up regulating a third, Ighm (Fig. 4b ). All six viruses down-regulated the IgE FC receptor alpha (Fcer2a) polypeptide gene. IgE is involved in allergic responses and not vaccine responses. Antibodies of the same epitope specificity but of a different subclass can have different antibody effector functions [61] . In a recent comparison of the immune responses resulting from the partially effective clinical RV144 HIV-1 trial and the ineffective VAX003 trial, it was shown that HIV-1-specific IgG3 antibodies were correlated with decreased risk of HIV-1 infection in the RV144 trial. It is suggested that the canarypox virus, ALVAC-HIV (vCP1521) prime component of RV144 may have stimulated different antibody subclasses, specifically IgG3, compared to the protein-only vaccine (VAX003) [61] . The up regulation of IgG3 specifically by FWPV and CNPV in vivo, suggests that these two avipoxvirus vectors may be involved in stimulation of the clinically important IgG3 antibody subclass. Up regulation of IgG3 was not detected in ALVAC-infected monocyte derived dendritic cells (MDDCs) [15] ; this potentially significant finding is an example of the importance of in vivo testing.
Type I IFN responses have been highlighted in previous studies investigating host gene expression changes in response to different host-restricted poxviruses [14, 15] . Type I IFN induces an extensive range of interferon stimulated genes (ISGs) with various anti-viral functions (reviewed here: [62] ). In concurrence with previous studies of poxvirus-induced host responses [14, 15] , Type I IFN responses were initiated by MVA, LSDV, CNPV and FWPV, with LSDV inducing the strongest response in mice ( Fig. 4) , followed by CNPV and FWPV, with MVA inducing a relatively low IFN response. FeP2 and PEPV induced very little ISG expression. The observed enhanced type I IFN-specific and other immune responses elicited by LSDV, FWPV and CNPV compared to MVA may be due to the absence of virus-encoded immunomodulators in these viruses which could still be present in MVA. Our results suggest that LSDV may be more immunogenic than FWPV and CNPV in mice. It is not known whether this greater IFN-response induced by LSDV in comparison to avipoxviruses would lead to enhanced clearance of the virus and a decreased immune response to any potential transgenes, or whether the increased IFN response would result in an improved immune response to the transgene, should LSDV be used as a vaccine vector. Toll-like receptors are important regulators of the innate immune system. Poxviruses are recognized by a number of different pathogen recognition receptors (PRRs) with innate immune sensing patterns differing considerably between species and even between different derivatives of the same parent species (VACV, MVA and NYVAC) [23] . In our study we show that TLR13, TLR3 and TLR8 are up-regulated by four poxviruses analysed (CNPV, FWPV, MVA and LSDV). In addition, TLR7 is up-regulated by CNPV, MVA and LSDV but not by FWPV ( Table 2) . Up regulation of TLR 3, which detects double stranded RNA, has been observed in response to MVA, but not NYVAC infection of MDDCs [14] . IFNs have been shown to up regulate TLR gene expression in viral infections [63] . Here we have established that CNPV, FWPV, MVA and LSDV all induce significant type I IFN responses and we suggest that the up regulation of TLR expression may be a result of this.
MVA, FWPV and CNPV all up regulate the protease Caspase 1 (Casp1) whereas LSDV does not (Fig. 4) . Casp1 dependent programmed cell death (pyroptosis), unlike apoptosis, is a pro-inflammatory process that has recently been recognised as important for the control of microbial infections [64] . All of MVA, FWPV, CNPV and LSDV also significantly up-regulated caspase 4 (casp 4) (historically called caspase 11 in the mouse) (gene lists reference) which is required for the maturation of the pro-proteins of IL-1b and IL-18 (proIL-1b, proIL-18) and plays an important role in the activation of caspase-1 in inflammasome complexes, and therefore inflammation [65] . The correlation of caspase up-regulation with either apoptosis or pyroptosis is still to be assessed.
Application of the systems biology approach to vaccines and determination of innate immune signatures has proven useful in predicting the immunogenicity of the highly effective yellow fever vaccine (YF-17D) [20] , the seasonal influenza vaccines [21] and the immunogenic but inefficacious Merck Ad5/HIV vaccine [22] . Several of the innate immune signatures observed in tested vaccines, were common to one or more of the poxviruses investigated here. The gene encoding monocyte chemotactic protein 1 (MCP1) (Ccl2) was up-regulated by 5 out of the 6 poxviruses (MVA, LSDV,CNPV,FWPV and PEPV). This gene was positively correlated with the CD8+ T cell response to Merck Ad5/HIV vaccination [22] . Immunoglobulin genes, Ighm (up-regulated by CNPV) and IgK (down-regulated by LSDV) were positively correlated with the antibody response to TIV influenza vaccination [21] . This suggests that the different poxviruses could be associated with different levels of antibody induction during the adaptive immune response. Based on our data we speculate that LSDV may be more suitable for a T-cell based vaccine and CNPV more suitable for the induction of an antibody response. This reflects the published data on LSDV [3] and CNPV [61] .
Microarray analyses can provide important information regarding the effect of different clinically relevant viruses on host gene expression. One limitation of microarray data analysis is that as of yet there are no standardised methods of statistical analysis. It has been demonstrated previously that fold change designations and p-value cutoffs can significantly alter microarray interpretation [66] . Here we have chosen stringent fold change and p-value cutoffs (log 2 FC ±1, adjusted p-value < 0.05) in line with similar studies [11−14] , in order to avoid false discovery and inaccurate biological inferences. We concede that in doing so, some smaller changes in gene expression may have been overlooked. Further work should entail investigating gene dysregulation at different times post infection. Also, innate immune signatures should be directly correlated with subsequent adaptive responses. Correlation of gene expression data with biological or clinical findings would be most informative.
Conclusions
The findings presented here indicate that six, genetically diverse host-restricted poxviruses, CNPV, FWPV, FeP2, PEPV, MVA and LSDV, produce qualitatively and quantitatively distinct host responses in an in vivo mouse model. These results confirm that transcriptome analysis in a mouse model can be used to determine if poxvirus vectors differ from each other, laying the ground work for further investigation.
Materials and methods
Animal ethics approval
The growth of poxviruses in embyonated eggs and the mouse experiments described below were approved by the Animal Research Ethics Committee in the Faculty of Health Sciences, University of Cape Town. The approval numbers are 013/016 and 013/017 respectively.
Viruses
MVA and wild-type CNPV were obtained from Prof. K. Dumbell's collection at the University of Cape Town and were originally from Prof. A. Mayr (Germany). The fowlpox virus vaccine, DCEP 25 modified strain, was purchased from Merial (Country) and LSDV vaccine, Herbivac® (Ceva), was kindly donated by Deltamune (Pretoria, South Africa). FeP2 was from a Feral Pigeon (Columba livia) [26, 27] and PEPV from an African penguin (Spheniscus demersus) [27, 29] . Virus isolates were grown and titrated on the chorioallantoic membranes (CAMs) of embryonated 10-11 day old (MVA, CNPV, FWPV) or 7 day old (LSDV) Specific pathogen-free (SPF) White Leghorn chicken eggs, which were obtained from Avifarms (Pty) Ltd (Lyttelton, South Africa), using a method described previously [26] . Titrations were performed on CAMs for avipoxviruses and MVA and on Madin Darby bovine kidney (MDBK) cells for LSDV.
Virus infection of mice
Seven week old naive female BALB/c mice were randomly divided into groups of three and each mouse was inoculated intravenously (i.v) with 10 5 pfu/100 ul poxvirus, diluted in PBS or mock infected with PBS alone or egg extract (100 μl). The egg extract was made from uninfected CAMs, following the same extraction and purification procedure as the virus samples above. We compared the gene expression profiles of the groups of mice that Table 4 Comparison of early poxvirus-induced immune responses to selected innate molecular signatures of existing vaccine vectors. Differences in Log 2 Fold Changes (between each virus and the control) are depicted (Continued) expressed by CD8+ T cells in response to YF-17D
Ccr5
chemokine (C-C motif) receptor 5 1.1 1.5 1.3 1.3 --expressed by CD8+ T cells in esponse to YF-17D [20] Ccl2 (MCP1) chemokine (C-C motif) ligand 2 3.5 3.3 2.9 3.3 2.8 -predicted the magnitude of the CD8+ T cell response to Merck Ad5/HIV [22] HIV human immunodeficiency virus, LAIV live attenuated influenza vaccine, TIV trivalent influenza vaccine, YF-17D Yellow fever vaccine, Merck Ad5/HIV Merck's Adenovirus subtype 5-based HIV vaccine were mock-infected with egg extract and PBS. No difference in gene expression was observed between the control samples. For each different virus, three groups of three mice each were inoculated. At 24 h post infection, the mice were sacrificed by cervical dislocation without anaesthesia and the spleens were harvested and placed in RNAlater (Qiagen, Venlo, Limburg, NL).
RNA extraction
Mouse spleens were removed from RNAlater and the three spleens in each group were pooled and homogenized thoroughly using a TissueRuptor (Qiagen) in TRIzol® reagent (Life Technologies, Carlsbad, CA, USA). Total RNA was isolated using TRIzol® Plus RNA Purification Kit (Life Technologies, Carlsbad, CA, USA) with On-column PureLink® DNase treatment according to manufacturer's instructions. RNA was resuspended in RNase free water and quality checked using the Nanodrop ND1000 (Thermoscientific, Waltham, MA, USA) and the Agilent Bioanalyzer Nano Assay (Agilent, Santa Clara, CA, USA).
